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Abstract
Background: Heavy chain phosphorylation plays a central role in regulating myosin II bipolar filament assembly in
Dictyostelium, as well as in higher eukaryotic nonmuscle cells. Our previous work has demonstrated that the WD-
repeat domain of Dictyostelium myosin II heavy chain kinase B (MHCK-B), unlike its counterpart in MHCK-A, is not
absolutely required for targeting of the kinase to phosphorylate MHC. Thus, we tested the hypothesis that an
asparagine-rich and structurally disordered region that is unique to MHCK-B can by itself function in substrate
targeting.
Findings: Biochemical assays comparing the activities of full-length MHCK-B, a truncation lacking only the WD-
repeat domain (B-Δ-WD), and a truncation lacking both the N-rich region and the WD-repeat domain (B-Δ-N-WD)
revealed that the N-rich region targets MHCK-B to phosphorylate MHC in a manner that leads to bipolar filament
disassembly. This targeting is physiologically relevant since cellular over-expression of the B-Δ-WD truncation, but
not the B-Δ-N-WD truncation, leads to dramatically reduced levels of myosin II filament assembly and associated
defects in cytokinesis and multicellular development.
Conclusions: The results presented here demonstrate that an intrinsically unstructured, and asparagine-rich, region
of a MHCK-B can mediate specific targeting of the kinase to phosphorylate myosin II heavy chain. This targeting
involves a direct binding interaction with myosin II filaments. In terms of regulating myosin bipolar filament
assembly, our results suggest that factors affecting the activity of this unique region of MHCK-B could allow for
regulation of MHCK-B in a manner that is distinct from the other MHCKs in Dictyostelium.
Background and Hypothesis
Myosin II is a molecular motor that plays a central role
in facilitating a broad range of cellular activities in non-
muscle cells by driving contraction of actin filaments. In
nonmuscle cells, myosin II exists in a dynamic equili-
brium between bipolar filaments that can contract
apposing actin filaments and monomers that are con-
traction incompetent. Studies in Dictyostelium discoi-
deum [1], and more recently in mammalian nonmuscle
cells [2], have demonstrated that phosphorylation of reg-
ulatory sites in the “tail” region of the myosin II heavy
chain (MHC) drive bipolar filament disassembly. MHC
phosphorylation in Dictyostelium is catalyzed by at least
three MHC kinases (MHCK-A, -B, and -C) that share
homologous a-kinase and WD-repeat domains [3]. We
have shown previously that the WD repeat domain is
involved in physically targeting the catalytic domains of
MHCK-A and MHCK-B to phosphorylate myosin II
substrate [4]. Even so, a truncation of MHCK-B lacking
its WD-repeat domain, unlike the analogous truncation
of MHCK-A, still phosphorylates myosin II up to 20%
of the level observed with the full-length kinase [4].
This suggests that there are additional mechanisms by
which MHCK-B-mediated phosphorylation of MHC can
be achieved.
A potentially relevant structural difference between
the MHCK-A and -B proteins is that MHCK-B pos-
sesses a region of 125 amino acids between its catalytic
and WD-repeat domains that is predicted to exhibit a
high level of structural disorder [5]. This region is strik-
ingly enriched in asparagine residues (28% of the amino
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single serine residue. From this point forward we will
refer to this region as the N-rich (asparagine-rich)
region of MHCK-B. In the studies presented here, we
extend the results from previous studies [4,6] by explor-
ing the hypothesis that the N-rich region of MHCK-B
plays a role in facilitating WD-repeat-independent phos-
phorylation of MHC by the kinase. A broader goal of
these studies is to examine the potential for an inher-
ently unstructured region of a protein to play a role in
substrate targeting.
Methods
Cell Culture and Cell-Based Assays
Dictyostelium cells were cultured as described previously
[7] in HL5 supplemented with penicillin and streptomy-
cin. Cell lines harbouring recombinant expression plas-
m i dw e r es e l e c t e da t5 0μg/ml Geneticin (G418) for
fusion protein over-expression. Cell lines over-expres-
sing full-length or truncated versions of MHCK-B were
analyzed for defects in cytokinesis and multicellular
development as described previously [6]. Cell lines were
analyzed for their levels of myosin II filament assembly
as described by Rico and Egelhoff [6], with the exception
that the MHCK-B proteins were over-expressed in a
mhkA/B/C-null background [8]. AX2, mhkB-null [6],
and mhkA/B/C-null cell lines were obtained from the
Dicty Stock Centre [9].
Fusion Protein Construction, Expression, and Purification
Dictyostelium cells expressing Flag-tagged full-length
MHCK-B have been described previously and were a
generous gift from the laboratory of Tom Egelhoff (Cle-
veland Clinic Foundation - Department of Cell Biology)
[6]. The generation of Dictyostelium cells expressing
Flag-tagged MHCK-B truncations followed the strategy
described in detail previously [7], starting with PCR
amplification of each MHCK-B truncation using plas-
mid-cloned full-length mhkB as template [6] and in
frame primers containing BamHI restriction enzyme
sites for eventual transfer into the Dictyostelium expres-
sion vector pTX-Flag [10]. All amino acid numbering
for MHCK-B in this text refers to the GenBank™ protein
entry [GenPept:XP_636368]. Generation of the MHCK-
B truncation lacking only the WD-repeat domain (desig-
nated B-Δ-WD) involved PCR amplification of the
mhkB gene encoding amino acids 1 - 450, whereas the
region encoding amino acids 1 - 325 was amplified to
generate a truncation lacking both the N-rich and WD-
repeat domains (designated B-Δ-N-WD), and thus con-
tains only the catalytic and amino-terminal regions of
the protein (see Figure 1A for schematic of MHCK-B
truncations). Recombinant vectors were introduced into
mhkB-null Dictyostelium cells as described previously
[7]. The B-Δ-N-WD PCR amplification product was also
inserted into the pGEX-4T vector (GE Life Sciences) for
bacterial expression as a GST-fusion protein. The
expression and purification of all GST-fusion proteins
used in these studies were performed exactly as
described previously for MHCK-B (full-length) and
MHCK-B-Δ-WD [4].
Kinase Phosphorylation Assays, Myosin II Assembly
Assays, and Myosin II Co-Sedimentation Assays
Phosphorylation assays for MHC, MH-1 peptide, and
myelin basic protein (MBP) were performed as
described previously, except that kinase was added at 50
nM [4] and the concentration of myosin II included in
t h ea s s a yw a s1 . 0μM instead of 0.42 μMa si np r e v i o u s
studies. Myosin II assembly assays were performed
exactly as detailed by Rico and Egelhoff [6], except that
kinase was added at 80 nM. Experiments analyzing
MHCK-B fusion proteins for co-sedimentation with
myosin II filaments were carried out as described pre-
viously [4].
Results
The N-Rich Region Facilitates MHCK-B Phosphorylation of
MHC In Vitro
In the current studies, we tested the hypothesis that the
N-rich region of MHCK-B is able to function in sub-
strate targeting. If this is the case, then the ability of an
MHCK-B truncation lacking both the N-rich and WD-
repeat domains (B-Δ-N-WD) to phosphorylate MHC
will be greatly reduced or absent. To explore this possi-
bility, purified GST-tagged MHCK-B (full-length), B-
Δ-WD, and B-Δ-N-WD proteins (Figure 1A) were
assayed for kinase activity toward Dictyostelium MHC,
as well as toward a peptide substrate (MH-1). MH-1 has
been shown previously to be phosphorylated by alpha
kinase catalytic domains in a WD-repeat-independent
manner [4], and thus its phosphorylation is a useful
measure of the basal kinase activity of the catalytic
domain.
We found that removal of both the N-rich and WD-
repeat domains (GST-B-Δ-N-WD) renders the catalytic
domain barely able to phosphorylate MHC above
detectable levels, whereas the truncation containing the
N-rich region (GST-B-Δ-WD) can still use MHC as a
substrate, albeit at about 30% of that displayed by the
full-length kinase (Figure 1B). Taken together, these
results suggest that removal of the N-rich region
severely compromises MHC phosphorylation by the cat-
alytic domain. By contrast, the innate kinase activity of
the catalytic domain is not lost upon removal of the N-
rich region and/or the WD-repeat domain of MHCK-B
s i n c ea l lt h r e ev e r s i o n so f MHCK-B phosphorylated
MH-1 peptide to the same level (Figure 1C). Moreover,
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Page 2 of 9Figure 1 Comparison of the kinase activities of MHCK-B and its truncations toward myosin II and MH-1 peptide substrate.( A )
Illustrations of the domain organization of MHCK-B and its truncations used in these studies. (B) Kinase assays containing 50 nM purified GST-
MHCK-B (◆), GST-B-Δ-WD (▲), or GST-B-Δ-N-WD (■) and 1.0 μM purified Dictyostelium myosin II were performed as described previously [4]. (C)
The same proteins (50 nM) were also assessed for MH-1 peptide (50 μM) phosphorylation over time [4]. (D) Coomassie stained SDS-PAGE gel
showing MHC in pellet (P) and supernatant (S) fractions. The assembly of Dictyostelium myosin II (800 nM) was assessed as described previously
[6] either after mock phosphorylation (untreated) or after phosphorylation for 15 min with 80 nM kinase. After phosphorylation, samples were
adjusted to 40 mM NaCl to optimize filament assembly and then subjected to centrifugation to pellet assembled myosin. For graphs (B) and (C),
each plotted point represents the average value from three separate experiments and the vertical lines are the standard errors of those means.
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Page 3 of 9we found that the presence of the N-rich region has no
effect on the phosphorylation of another protein sub-
strate, MBP (Additional file 1), suggesting that the tar-
geting activity of the N-rich region is specific for MHC.
Further analyses revealed that the B-Δ-N-WD trunca-
tion exhibited reduced levels of autophosphorylation
compared to the full-length kinase and the B-Δ-WD
truncation, (Figure 2A). This suggests that a portion of
the 15 to 20 autophosphorylation sites in MHCK-B [4,6]
reside in the N-rich region of the kinase. A recent study
of the mammalian alpha-kinases TRPM6/TRPM7
revealed that the ability of these kinases to phosphory-
late myosin II heavy chain is dependent on the autopho-
sphorylation of unstructured regions of these kinases
[11]. We examined the B-Δ-WD truncation for a similar
mode of regulation and found that pre-autophosphoryla-
tion had no apparent effect on the ability of the trunca-
tion to phosphorylate MHC substrate (Figure 2B). This
result is consistent with previous studies demonstrating
that autophosphorylation of full-length MHCK-B has no
effect on the kinase activity of the enzyme [6].
Targeting by the N-Rich Region Leads to Myosin II
Filament Disassembly In Vitro
Our results thus far demonstrate that the N-rich region
alone can serve as a MHC targeting domain; however, it
is not clear if MHC phosphorylation via this mechanism
indeed drives myosin II filament disassembly [12]. To
explore this possibility, we examined the ability of puri-
fied myosin II to assemble into sedimentable filaments
after phosphorylation by GST-tagged MHCK-B or its
truncations. We found MHC phosphorylation by both
MHCK-B (full-length) and MHCK-B-Δ-WD promotes
myosin II filament disassembly, whereas incubation with
MHCK-B-Δ-N-WD has no effect on the ability of myo-
s i nI It of o r mf i l a m e n t s( F i g u r e1 D ) .W eh a v es h o w n
previously that removal of the WD-repeat domain of
MHCK-B reduces the ability of the kinase to interact
directly with myosin II filaments to about 30% of that
exhibited by the full-length kinase [4]. In the current
study, we found that the B-Δ-N-WD truncation did not
co-sediment with myosin II filaments (Figure 3A and
3B), suggesting that the N-rich region facilitates phos-
phorylation of MHC by binding directly to myosin II
filaments.
Cells Over-Expressing MHCK-B-Δ-WD Exhibit Cytokinesis
Defects and Decreased Myosin II Assembly
We next tested the hypothesis that if substrate targeting
by the N-rich region is physiologically significant, then
over-expression of the MHCK-B-Δ-WD truncation in
Dictyostelium cells should lead to an increase in the
amount of cellular myosin II in the disassembled state.
In turn, myosin II dependent processes, such as
cytokinesis in suspension culture and multicellular
development, should be compromised [3]. To this end,
we compared the suspension culture growth rates of
Dictyostelium cells over-expressing full-length MHCK-B,
MHCK-B-Δ-WD or MHCK-B-Δ-N-WD (Additional file
2) with that of wildtype AX2 cells. Indeed we found that
cells over-expressing MHCK-B-Δ-WD proliferate in sus-
pension culture at a much slower rate than AX2 cells
and become increasingly large and multinucleated over
time (Figure 4A, B, and 4C). By contrast, cells over-
expressing the MHCK-B-Δ-N-WD truncation grow nor-
mally in suspension culture. Likewise, we found that
cells over-expressing either full-length MHCK-B or the
B-Δ-WD truncation stalled at the mound stage of multi-
cellular development, whereas those with elevated levels
of the B-Δ-N-WD truncation completed the develop-
mental cycle normally (Additional file 3).
The cellular defects observed with B-Δ-WD over-
expression are consistent with a decreased ability of the
cell to form myosin II bipolar filaments. To explore this
possibility we examined the assembly state of cellular
myosin II by analyzing the levels of myosin II associated
with the detergent-insoluble fraction of cells over-
expressing full-length MHCK-B or its truncations.
These experiments were performed as described pre-
viously [6,8,13] except that the MHCK-B proteins were
over-expressed in the mhck A/B/C-null background [8],
as a means of increasing the sensitivity of this assay. In
these cells, myosin II is constitutively over-assembled
due to the absence of MHCK-A, -B, and -C activities [8]
( F i g u r e5 A ) .A sar e s u l t ,d ecreased assembly of myosin
II filaments is more evident than in AX2 cells where the
level of cytoskeleton associated myosin II is relatively
low in vegetative cells. We found that over-expression
of the full-length or B-Δ-WD versions of MHCK-B in
the mhck A/B/C-null background resulted in an
approximately 85% and 46% reduction in the amount of
assembled myosin, respectively (Figure 5A and 5B). By
contrast, over-expression of the B-Δ-N-WD truncation
did not lead to a decrease in the level of myosin II asso-
ciated with the cytoskeleton-enriched pellet of the cell
(Figure 5A and 5B); thus indicating that the N-rich
region can target the MHCK-B catalytic domain to
phosphorylate MHC and drive filament disassembly in
the cell.
Conclusions
The results presented here extend our previous studies
of WD-repeat domain mediated targeting of enzyme
activity [4] and have revealed that a highly disordered
[5] and asparagine-rich region of MHCK-B can guide
the catalytic domain to phosphorylate MHC and drive
myosin II filament disassembly The demonstrated
importance of the N-region in defining the catalytic
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Page 4 of 9Figure 2 Analysis of autophosphorylation of MHCK B and its truncations and the effect on kinase activity. (A) Autophosphorylation
reactions were performed at 200 nM of each fusion protein, and level of autophosphorylation was determined as described previously [15] by
subjecting aliquots of autophosphorylation reactions at 2 min, 5 min, and 20 min to SDS-PAGE, Coomassie Blue staining, and then scintillation
counting of excised kinase bands. Visual analysis of autophosphorylation (above bar graph) was achieved via autoradiography of dried,
Coomassie-stained SDS-polyacrylamide gels of autophosphorylation time points. The bars represent the average values from at least three
separate experiments and the vertical lines are the standard errors of those means. (B) Pre-autophosphorylated GST-B-Δ-WD (50 nM) was
compared with control (not pre-autophosphorylated) fusion protein for its ability to phosphorylate MHC. Kinase assays were performed as
described previously (Figure 1B) and the activities of pre-autophosphorylated GST-B-Δ-WD (◆, “B-Δ-WD/15’AutoP”) and control GST-B-Δ-WD (■, “B-
Δ-WD/No AutoP”) were measured over time. Each plotted point represents the average value from three separate experiments and the vertical
lines are the standard errors of those means.
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Page 5 of 9Figure 3 Comparison of MHCK-B and its truncations for co-sedimentation with myosin II bipolar filaments. (A) Kinase fusion proteins (0.1
μM) were incubated with myosin filaments (1.0 μM) as described previously [4]. Reaction mixes were centrifuged and equal volumes of the
resulting pellets (P) and supernatants (S) were subjected to SDS-PAGE and the kinase fusion proteins were identified by Western blotting with
anti-GST antibody. (B) Bar graph of kinase constructs binding to myosin II. Co-sedimentation values were quantified by densitometric analysis of
the Western blot, and the amount of fusion protein in the pellet fraction was divided by that in both the pellet and supernatant and multiplied
by 100%. The bars represent the average values from at least three separate experiments and the vertical lines are the standard errors of those
means.
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Page 6 of 9Figure 4 Analysis of suspension growth and multinuclearity of cells over-expressing full-length MHCK-B, MHCK-B-Δ-WD, or MHCK-
Δ-N-WD. (A) Cell densities were determined for wild type AX2 cells (◆), or for cells over-expressing full-length MHCK-B (■), the MHCK-B-Δ-WD
truncation (▲), or the MHCK-B-Δ-N-WD truncation (●). Cells were grown in suspension culture (HL5 medium, 175 rpm shaking, 25°C) and cell
densities were determined on the days indicated on the x-axis. Each plotted point represents the average value from four separate experiments
and the vertical lines are the standard errors of those means. (B) Epifluorescent images of DAPI stained cells from the indicated cell lines were
taken after four days of growth in suspension using an Olympus IX70 microscope system and an UPlanFL 20× objective lens. (C) The number of
nuclei/cell was determined for each of the cell lines after four days of growth in suspension. The number of nuclei per cell was determined for
a total of 250 cells per cell line over two separate experiments.
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Page 7 of 9Figure 5 Comparison of the level of myosin II assembly in cells over-expressing full-length MHCK-B, MHCK-B-Δ-WD, or MHCK-Δ-N-WD.
(A) Immunoblot of pellet (P) and supernatant (S) fractions from cytoskeletal fractionation assays performed as described previously [6,13]. The
background Dictyostelium cell lines are indicated above each bracket and the over-expressed protein is indicated within the brackets and above
each corresponding P and S pair. Myosin II heavy chain was detected in the fractions using polyclonal antibody specific the heavy chain. (B) The
relative amount of myosin II (244 kDa MHC band) in the P and S fractions was quantified desnsitometrically from Western blots as described
previously [6,13], and the percent total myosin II in the cytoskeleton-enriched fraction was calculated by dividing the densitometry value for the
P fraction by the sum of those for the P and S fractions and then multiplying by 100 percent. The bars represent the average values from four
separate experiments and the vertical lines are the standard errors of those means.
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Page 8 of 9activity of MHCK-B suggests that factors targeting this
unique region could provide a means of regulating the
kinase in a manner that is distinct from the other
MHCKs in Dictyostelium. In a broader context, our
findings support the idea thath i g h l ys p e c i f i cs u b s t r a t e
targeting can be mediated by a region of an enzyme that
lacks a recognizable motif or predicted fold. These find-
ings may be of particular significance to studies of other
Dictyostelium proteins in which asparagine-rich regions
are fairly common, but their functions are largely
unknown [14].
Additional file 1: Analysis of MHCK-B truncations for
phosphorylation of myelin basic protein. Plots of myelin basic protein
phosphorylation by full-length MHCK-B, MHCK-B-Δ-WD, and MHCK-B-Δ-N-
WD over time.
Click here for file
[http://www.biomedcentral.com/content/supplementary/1756-0500-3-56-
S1.PPT]
Additional file 2: Analysis of the expression levels of MHCK-B,
MHCK-B-Δ-WD, and MHCK-B-Δ-N-WD in Dictyostelium cells.
Immunoblots of cell lysates from AX2 cells (endogenous MHCK-B) and
cells over-expressing MHCK-B, MHCK-B-Δ-WD, or MHCK-B-Δ-N-WD. Bar
graph of the level of over-expression as determined by densitometric
analysis of bands in the immunoblots.
Click here for file
[http://www.biomedcentral.com/content/supplementary/1756-0500-3-56-
S2.PPT]
Additional file 3: Multicellular development of cells over-expressing
full-length MHCK-B, MHCK-B-Δ-WD, or MHCK-B-Δ-N-WD. Digital
images of the progress of Dictyostelium multicellular development after
five days under starvation conditions.
Click here for file
[http://www.biomedcentral.com/content/supplementary/1756-0500-3-56-
S3.PPT]
Acknowledgements
This work was supported by an NIH grant to P.A.S. (2R15GM066789-02).
Authors’ contributions
JU performed most of the kinase assays, myosin II sedimentation
experiments, and growth curve experiments. JU also prepared the
recombinant vectors for expression of GST-tagged and Flag-tagged MHCK-
Δ-N-WD fusion proteins. JU affinity purified all of the GST-fusion proteins
from bacterial cells. JG performed the Triton-X100 fractionation studies and
performed some of the kinase assays. PAS conceived of the study,
participated in its design and coordination, and trained JU and JG in the
techniques required to perform the experiments, and contributed to the
execution of the kinase and growth curve experiments. PAS wrote the
manuscript. JU and JG read and approved the final manuscript.
Competing interests
The authors declare that they have no competing interests.
Received: 21 July 2009
Accepted: 3 March 2010 Published: 3 March 2010
References
1. Bosgraaf L, van Haastert PJ: The regulation of myosin II in Dictyostelium.
Eur J Cell Biol 2006, 85(9-10):969-979.
2. Conti MA, Adelstein RS: Nonmuscle myosin II moves in new directions. J
Cell Sci 2008, 121(Pt 1):11-18.
3. De la Roche MA, Smith JL, Betapudi V, Egelhoff TT, Cote GP: Signaling
pathways regulating Dictyostelium myosin II. J Muscle Res Cell Motil 2002,
23(7-8):703-718.
4. Steimle PA, Naismith T, Licate L, Egelhoff TT: WD repeat domains target
dictyostelium myosin heavy chain kinases by binding directly to myosin
filaments. J Biol Chem 2001, 276(9):6853-6860.
5. Linding R, Jensen LJ, Diella F, Bork P, Gibson TJ, Russell RB: Protein disorder
prediction: implications for structural proteomics. Structure 2003,
11(11):1453-1459.
6. Rico M, Egelhoff TT: Myosin heavy chain kinase B participates in the
regulation of myosin assembly into the cytoskeleton. J Cell Biochem 2003,
88(3):521-532.
7. Russ M, Croft D, Ali O, Martinez R, Steimle PA: Myosin heavy-chain kinase
A from Dictyostelium possesses a novel actin-binding domain that
cross-links actin filaments. Biochem J 2006, 395(2):373-383.
8. Yumura S, Yoshida M, Betapudi V, Licate LS, Iwadate Y, Nagasaki A,
Uyeda TQ, Egelhoff TT: Multiple myosin II heavy chain kinases: roles in
filament assembly control and proper cytokinesis in Dictyostelium. Mol
Biol Cell 2005, 16(9):4256-4266.
9. Fey P, Gaudet P, Pilcher KE, Franke J, Chisholm RL: dictyBase and the Dicty
Stock Center. Methods Mol Biol 2006, 346:51-74.
10. Levi S, Polyakov M, Egelhoff TT: Green fluorescent protein and epitope
tag fusion vectors for Dictyostelium discoideum. Plasmid 2000,
44(3):231-238.
11. Clark K, Middelbeek J, Morrice NA, Figdor CG, Lasonder E, van Leeuwen FN:
Massive autophosphorylation of the Ser/Thr-rich domain controls
protein kinase activity of TRPM6 and TRPM7. PLoS One 2008, 3(3):e1876.
12. Egelhoff TT, Lee RJ, Spudich JA: Dictyostelium myosin heavy chain
phosphorylation sites regulate myosin filament assembly and
localization in vivo. Cell 1993, 75(2):363-371.
13. Steimle PA, Yumura S, Cote GP, Medley QG, Polyakov MV, Leppert B,
Egelhoff TT: Recruitment of a myosin heavy chain kinase to actin-rich
protrusions in Dictyostelium. Curr Biol 2001, 11(9):708-713.
14. Eichinger L, Pachebat JA, Glockner G, Rajandream MA, Sucgang R,
Berriman M, Song J, Olsen R, Szafranski K, Xu Q, et al: The genome of the
social amoeba Dictyostelium discoideum. Nature 2005, 435(7038):43-57.
15. Egelhoff TT, Croft D, Steimle PA: Actin activation of myosin heavy chain
kinase A in Dictyostelium: a biochemical mechanism for the spatial
regulation of myosin II filament disassembly. J Biol Chem 2005,
280(4):2879-2887.
doi:10.1186/1756-0500-3-56
Cite this article as: Underwood et al.: Identification of a new mechanism
for targeting myosin II heavy chain phosphorylation by Dictyostelium
myosin heavy chain kinase B. BMC Research Notes 2010 3:56.
Submit your next manuscript to BioMed Central
and take full advantage of: 
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at 
www.biomedcentral.com/submit
Underwood et al. BMC Research Notes 2010, 3:56
http://www.biomedcentral.com/1756-0500/3/56
Page 9 of 9